Abstract
Compounds yielding <50% survival with USA300 were considered as hits. antibiotic inhibiting visible growth. The MIC of DNAC-1 was between 2 μg/ml for 127 micro-and 4 μg/ml for macrodilution, respectively. We have used 4 μg/ml as the MIC for 128 DNAC-1 in this manuscript to avoid confusion between two techniques. were harvested, washed, and resuspended in saline to a final concentration of 10 9 CFU/ml. was applied to test significance, with a P value of <0.05 considered significant. (Table 3) . We also tested the effect of DNAC-1 on against Acinetobacter baumannii, Pseudomonas aeruginosa and Enterobacter aerogenes species (total 7 strains) (Table 3) . Importantly, all of the tested strains of E. coli,
301
Klebsiella pneumonia and Klebsiella oxytoca containing ESBL (total 8 strains) were also 302 susceptible to this combination (Table 3) . at a level comparable to ampicillin.
330
To further assess the effect of DNAC-1 on cell wall morphology, USA300 cells 
DNAC-1 causes mislocalization of PBP2/4 and FtsZ and activation of the CWSS :

338
The results of the macromolecular synthesis assay and increased cell-wall thickness on 339 TEM studies prompted us to question whether DNAC-1 affects enzymes involved in cell 340 wall synthesis. Accordingly, we examined the localization of PBP2 and PBP4, both of 341 which are known to be involved in cell wall synthesis and also antibiotic resistance 342 (14,18). Lack of PBP4 activity is also known to result in thickened cell walls (3,27). 
355
Cell wall active compounds have also been known to trigger the cell-wall stress times when compared to mock treated cells, indicating that the CWSS was triggered (Fig.   362 4B). However, the vraSR response was weaker than that triggered by vancomycin at 2x 363 MIC (Fig 4B, center panel) , a known activator of the cell-wall stress stimulon (26). (Fig. 6) . However, this decrease in membrane potential was less 385 than our positive control, CCCP, a known proton translocator supplied in the DiOC 2 kit.
386
Cell viability was also seen to parallel the decrease in membrane potential, as confirmed inflammatory cells and no visible bacterial cluster below the epidermis (Fig. 7B) . 
432
In this study, a mechanistically unbiased screen was used to identify small initially a fast membrane depolarization and permeation step, followed by a slower 456 disruption of cell wall integrity and/or de novo synthesis due to mislocalization of PBPs.
457
Regarding the fast step, the constant proton gradient of the proton motive force,
458
PMF, has to be established and maintained for viability of the bacterial cell (7). PMF is 
